The fetal oncogene 5T4 is a cell surface protein, with overexpression observed in a variety of cancers as compared to normal adult tissue. The ability to select patients with tumors that express high levels of 5T4 may enrich a clinical trial cohort with patients most likely to respond to 5T4 targeted therapy. To that end, we developed assays to measure 5T4 in both tumors and in circulating tumor cells (CTCs). We identified the presence of 5T4 in both adenocarcinoma and squamous cell carcinoma of lung, in all clinical stages and grades of disease. CTCs were identified in peripheral blood from the majority of patients with NSCLC, and 5T4 was detectable in most samples. Although 5T4 was present in both CTCs and tumors in most patients, there was no concordance between relative amount in either sample type. Clinical response rates of patients treated with the therapies directed against 5T4 in early stage clinical trials, as determined by these assays, may provide important insights into the biology of 5T4 in tumors and the mechanisms of action of 5T4-targeting therapy.
Introduction
The fetal oncogene 5T4 is a cell surface protein, with overexpression observed in a variety of cancers as compared to normal adult tissue [1] . The fetal oncogene is seen in advanced disease states and has been reported to be associated with worse prognosis in NSCLC, gastric, and ovarian cancer [2, 3, 4] . Recent studies [2] showed 5T4 is also observed on proliferating tumor initiating cells (TICs), and appeared to be associated with undifferentiated tumors and epithelial-mesenchymal transition (EMT), as well as a more invasive phenotype.
There have been several attempts to target 5T4 in clinical trials, and recently, there have been studies utilizing an antibody drug conjugate directed against 5T4 [5, 6] . In strategies employing targeted therapy, although the presence of target may not necessarily guarantee a response to treatment, the absence of the target should be an indicator of lack of response in therapy that is truly targeted. Thus selecting patients with tumors that express high levels of a1111111111 a1111111111 a1111111111 a1111111111 a1111111111 the target is generally believed to increase the response rate to a targeted therapy in clinical trials. To this end, we developed two assays for use in clinical trials. One, an immunohistochemistry (IHC) assay to measure 5T4 in formalin fixed paraffin embedded tumors, the other, an assay to enumerate and measure 5T4 in circulating tumor cells (CTCs).
Circulating tumor cells (CTCs) are a recent focus of research, in part due to their relatively simple and non-invasive means of collection and their potential utility as biomarkers in cancer. They may also be studied to help further understand the metastatic process [7] .
It is hypothesized that epithelial cells undergo Epithelial-Mesenchymal Transition (EMT) as they lose their ability to form cell-cell interactions, gain motility [8] and potentially become CTCs. The EMT is not believed to be a binary state, and many CTCs may express a range of epithelial or mesenchymal markers [9, 10] . Although the metastatic process is complex and currently poorly understood, insight into the role CTCs may play in the metastatic process should be informative in appreciating the potential clinical significance of CTCs. Invasion and metastasis are hallmarks of malignancy, and current hypotheses involve cells undergoing the epithelial mesenchymal transition and perhaps transition to a more metastatic phenotype.
In this present study, we have performed bioinformatics analysis to demonstrate 5T4 mRNA expression in both adenocarcinoma and squamous cell carcinoma of lung. Using 5T4-specific antibodies, we developed an IHC assay to detect 5T4 in NSCLC and an immunofluorescence assay to detect 5T4 in CTCs.
We used these assays to profile matched samples obtained from treatment naïve NSCLC patients. CTCs were enumerated and evaluated for 5T4 in peripheral blood, as were matched tumor resections. The IHC assay was developed using cell lines, xenografts, and snap frozen NSCLC samples that were characterized for 5T4 via quantitative reverse transcriptase polymerase chain reaction (qRT-PCR) and western blot. The impact of pre-analytical variables, such as time to fixation and time of fixation, on 5T4 membrane detection was also evaluated. We present data characterizing CTC enumeration as well as the detection and relative expression of 5T4 in CTCs and tumors from NSCLC patients and discuss the correlations between the presence of the fetal oncogene in CTCs and matched tumor resections.
The Control cell lines were grown as xenografts, resected at~500 mm 3 and subjected to controlled ischemia and fixation as described in Materials and Methods. The pre-fixation xenografts were characterized for 5T4 expression by qRT-PCR and western blot. The qRT-PCR data were plotted as histograms (Fig 3a) . Ischemia had no significant effect on gene expression levels in these models. The western blot data are plotted (Fig 3b) . There was no significant reduction in protein levels as a result of ischemia in these samples. An apparent statistically-significant increase in 5T4 in one cell line model (H1975) was observed. However, this appeared to be more likely due to necrosis of the non-ischemic xenograft causing a reduction in overall protein levels, including 5T4 and GAPDH, and an altered ratio of 5T4-to-GAPDH rather than a specific induction of 5T4 protein caused by ischemia.
The post-fixation xenografts were further characterized by IHC as described in Materials and Methods. Representative images of IHC showing membrane staining of each representative xenograft model is shown in Fig 3c. Membrane staining was neither eliminated nor substantially altered by ischemia or fixation at the respective time points.
The data for the negative, low, moderate, and high 5T4-expressing models are presented in Table 3 . Portal. Differential expression of 5T4 expression level in Lung adenocarcinoma (n = 526) and Lung squamous cell carcinoma tumor types (n = 501) were compared to their matched normal samples (n = 58 and 51 respectively). Significance was determined using ANOVA.
https://doi.org/10.1371/journal.pone.0179561.g001
The expression of 5T4 is profiled in both primary tumor and in CTCs PLOS ONE | https://doi.org/10.1371/journal.pone.0179561 July 20, 2017 Characterization and correlation of 5T4 expression in human NSCLC tumors by western blot, qRT-PCR and IHC Malignant epithelial tumors of lung (n = 21) were prospectively procured and prepared for western blot and TLDA analysis as described in Materials and Methods. Tumor tissue samples were processed, thawed, and fixed as described in Materials and Methods. The samples were immunolabeled for 5T4, and the stained sections H-scored by an anatomic pathologist in the usual manner.
Briefly, malignant cell membranes were evaluated for the extent of immunoreactivity using control cell lines as intensity guides and scored using the following formula: 3 x percentage of strongly staining membranes + 2 x percentage of moderately staining membranes + percentage of weakly staining membranes, yielding a range from 0 to 300. IHC H-scores were examined for correlation with qRT-PCR (TLDA) and western blot results. IHC H-score values, qRT-PCR data, and the Western blot data can be seen in Table 4 .
Spearman values were calculated for the correlation of the ranking of the samples as determined by IHC H-score, qRT-PCR, and Western blot analysis for the entire sample set of 21 and for squamous cell carcinoma and adenocarcinoma case subsets.
There was a positive correlation between IHC H-score and qRT-PCR in the whole sample set as well as within the individual adenocarcinoma and squamous cell carcinoma sample subsets. There was positive correlation between IHC H-score and western blot data for the whole sample set and the squamous cell carcinoma subset, but the correlation between the IHC -score and western blot data from the adenocarcinoma subset was negative. This discrepancy is discussed in the Conclusions Section. These correlations can be seen in Table 5 Analysis of 5T4 expression in a small cohort of prospectively collected NSCLC samples
The positive correlation between the IHC assay, and qRT-PCR expression data, and much of the western blot data allowed us the confidence to use the IHC assay to measure 5T4 expression in a second small sample set (n = 35) of prospectively collected FFPE NSCLC tumor samples with matching blood samples drawn prior to tumor resection. reduced expressions of 5T4, which is again unaffected by ischemia. H460 cells appear to have no measurable 5T4 expression as determined by this technique. The expression levels of 5T4 were assessed using qRT-PCR as described in Materials and Methods. B-The four control xenografts models representing high (H226), moderate (H1975), low (H2122), and no (H460) 5T4 protein levels, were grown in mice as described in Materials and Methods, resected and subjected to either no ischemia or 6 hours ischemia. The expression of 5T4 is highest in the H226 cells, and is unaffected by ischemia. H1975 cells have reduced expression of 5T4 as compared to H226 cells, and there does appear to be a slightly significant increase in protein expression under the influence of ischemia. H2122 cells have reduced expressions of 5T4, which is again unaffected by ischemia. H460 cells appear to have no measurable 5T4 expression as determined by this technique. Overall, there was no evidence of a systemic change in 5T4 expression induced by ischemia across the 4 models analyzed. The expression levels of 5T4 were assessed using Western Blot analysis as described in Materials and Methods. Protein levels are indexed to GAPDH as a housekeeping gene. C-The four control xenografts models representing high (H226), moderate (H1975), low (H2122), and no (H460) 5T4 protein levels, were grown in mice as described in Materials and Methods, resected and fixed. The expression levels of 5T4 were then assessed using IHC analysis as described in Materials Tissue was collected, processed and stained for 5T4 expression as described in Materials and Methods. Staining was assessed by a board certified anatomic pathologist, and an IHC Hscore was generated for each sample (Table 6) as described in Materials and Methods.
There were 25 adenocarcinoma samples and 10 squamous cell carcinoma samples in the data set. The adenocarcinoma samples had an IHC H-score of 52±9 (average ± SEM), with IHC H-score values ranging from 0 to 150 (Fig 4a) . The squamous samples had an IHC Hscore of 66±17 (average ± SEM) with IHC H-score values ranging from 0-169 (Fig 5) . There were no significant differences between the mean IHC H-score values for each indication (p = 0.49). Further analysis of the distribution of IHC H-score was performed by noting the clinical stage and grade of tumor within each subtype. The adenocarcinoma sample set contained specimens representing clinical stages 1A, 1B, 2A, 2B and 3A. There was no significant difference in IHC H-score values between the clinical stages in the adenocarcinoma samples ( Table 7) .
The squamous cell carcinoma sample set contained specimens representing clinical stage 1A, 1B and 2A. There were no significant differences associated with clinical stage in the squamous cell carcinoma samples (Table 7) , although there was a non-significant increase in IHC H-score between clinical stage 1 and clinical stage 2.
The sample set could also be categorized by grade. There were no significant differences in the IHC H-score between grades in either the adenocarcinoma and squamous cell carcinoma samples ( Table 8) .
Enumeration of 5T4-expressing CTCs
An assay to detect CD45-/CK+/DAPI+/5T4+ cells was developed as described in Materials and Methods using the same characterized control cell lines as used in the development of the IHC assay. Representative images from the analytical validation sample set of human NSCLC (squamous and adenocarcinoma) tumor samples designated as Negative/Low, Moderate or High for 5T4 expression, processed and stained using the IHC assay as described in Materials and Methods. Samples were selected from a prospectively collected cohort of 24 samples that had been analyzed for 5T4 expression using qRT-PCR and Western Blot analysis, and ranked according to 5T4 expression. The samples identified as Negative/Low using orthogonal techniques have small amount of staining, whereas the samples identified as Moderate and High demonstrate increasing intensity of staining with circumferential staining of cell membranes.
https://doi.org/10.1371/journal.pone.0179561.g004
The expression of 5T4 is profiled in both primary tumor and in CTCs PLOS ONE | https://doi.org/10.1371/journal.pone.0179561 July 20, 2017 Blood samples, matched to the tumor samples, were collected from the NSCLC patients, processed, stained and analyzed as described in Materials and Methods. This assay could detect either single CTCs or clusters of CTCs and was also capable of detecting (Fig 6a) and quantifying (Fig 6b) variable levels of 5T4 expression in characterized control cell lines and these values were quantifiable. Images from representative fields from one of the NSCLC samples in this study can be seen in Fig 6c. The CTCs in each sample were enumerated, regardless of 5T4 expression, and ranged from 0 to 247 cells/ml in the adenocarcinoma samples, and from 1-346 cells/ml in the squamous cell carcinoma samples (Fig 7, and Table 6 ). NSCLC is Non-small cell lung cancer, AC is adenocarcinoma, SCC is squamous cell carcinoma, CTC parameters are as defined in materials and methods.
https://doi.org/10.1371/journal.pone.0179561.t006
The expression of 5T4 is profiled in both primary tumor and in CTCs PLOS ONE | https://doi.org/10.1371/journal.pone.0179561 July 20, 2017 Not all the enumerated CTCs (defined as CD45-/CK+/DAPI+) in each sample expressed 5T4, about 50% of CTCs in both squamous and adenocarcinoma samples expressed 5T4 to varying degrees (Table 6 ). The mean number of CTCs per ml in the adenocarcinoma samples was 30±8, and 55±25 in the squamous cell carcinoma samples (Table 9) .
There was no statistically significant difference between the numbers of CTCs in adenocarcinoma and squamous cell carcinoma samples (p value = 0.741).
The number of CTCs was also calculated in the samples categorized by grade or clinical stage. These data can be seen in Tables 10 and 11 . There is a non-significant reduction in the number of CTC in both adenocarcinoma and squamous cell carcinoma going from poorly differentiated tumors to well differentiated tumors (Table 10 ). There was a non-significant NSCLC tumor samples from a second cohort were prospectively collected, processed, fixed and stained as described in Materials and Methods. The samples were examined by an anatomic pathologist and each sample was given an H-score which was used to generate a rank ordered distribution. These were then plotted as a continuous distribution.
https://doi.org/10.1371/journal.pone.0179561.g005 The expression of 5T4 is profiled in both primary tumor and in CTCs , moderate (H1975), low (H2122) and negative (H460) 5T4 staining were prepared and spiked into healthy human blood samples as described in materials and methods. The blood was then used to generate slides and stained with 4',6-diamidino-2-phenylindole (DAPI) to identify cell nuclei, and antibodies against CD45, cytokeratin (CK), and 5T4. The individual images were merged to form a composite image. As can be seen, the H226 cells demonstrate the most intense 5T4 staining (magenta), and this reduction in the number of CTCs in the adenocarcinoma samples as stage progressed from 1A to 1B and beyond (Table 11) ; such a decrease was not seen in the squamous cell carcinoma samples also (Table 11 ).
Characterization of 5T4-expression in CTCs
CTC H-score. The intensity of 5T4 expression in each detected cell was assigned to a category of 0, 1, 2 or 3 by comparing the intensity to a standard curve comprised of characterized control cells with known 5T4 expression (as described in Materials and Methods). A CTC Hstaining decreases in the H1975, and the H2122 cells. H460 cells do not appear to have 5T4 staining using this technique. All the control cells have equivalent staining using the cytokeratin (CK) specific antibodies. None of the control cells exhibit CD45 expression. B-Characterized control cell lines representing high (H226), moderate (H1975), low (H2122) and negative (H460) 5T4 staining were prepared and spiked into healthy human blood samples as described in materials and methods. The blood was then used to generate slides and stained with 4',6-diamidino-2-phenylindole (DAPI) to identify cell nuclei, and antibodies against CD45, cytokeratin (CK), and 5T4. The level of 5T4 in individual cells on each slide was quantified and is plotted, which each dot representing an individual cell. 5T4 is measured using fluorescence units. The red line represents the mean 5T4 expression for each cell type. The mean value obtained for H460 cells was used as a cutoff threshold to define negativity for 5T4 expression. Note that even though these control cells are clonal, there is still a range of 5T4 expression seen within each control cell line. C-Cells were processed and stained using the Epic Sciences platform as described in Materials and Methods. Nuclei are visualized in blue using 4',6-diamidino-2-phenylindole (DAPI), CD45 staining is represented in green, cytokeratin staining is represented in red, and 5T4 staining is represented in magenta. The 5T4 channel and the overlay (composite) indicate that 5T4 staining is seen in the membrane and cytoplasm, as is expected. Images are three separate fields from one patient. Note that this patient had CTCs that were either single, or in clusters of 2 or more cells. The presence of clusters of CTCs is seen in many patients.
https://doi.org/10.1371/journal.pone.0179561.g006 The expression of 5T4 is profiled in both primary tumor and in CTCs score was generated by calculating the percentage of cells per samples that fell into each of these categories ( Table 6) .
The average CTC H-score in the adenocarcinoma samples was 56±7 per mL of blood. The average CTC H-score in the squamous cell carcinoma samples was 50± 7 per ml of blood. There was no significant difference between the CTC H-score in adenocarcinoma and squamous carcinoma samples (p = 0.705). All data are tabulated (Table 9 ). There were no significant differences in the H-score of adenocarcinoma and squamous cell carcinoma samples as categorized by grade (Table 10) or clinical stage (Table 11) .
Cluster-weighted H-score. When assessing the H-score initially, each cluster of cells in a sample was counted as a single entity. A cluster-weighted H-score was also calculated for each sample that contained clusters, as described in Materials and Methods, where the number of cells in each cluster was counted and the 5T4 staining intensity in the cluster was corrected for the number of cells in the cluster. The adenocarcinoma samples had a cluster weighted CTC H-score of 70±8, and the squamous cell carcinoma samples had a cluster-weighted H-score of 65±11 (Table 9 ). There were no significant differences between these cluster-weighted Hscores (p value = 0.876). There were no significant differences in the cluster-weighted H-score of adenocarcinoma and squamous cell carcinoma samples as categorized by grade (Table 10) or clinical stage (Table 11 ). Data was generated using the Epic Sciences CTC assay as described in materials and methods. Metrics are as defined in the materials and methods.
Statistics were performed by Graphpad Prism as described in materials and methods.
https://doi.org/10.1371/journal.pone.0179561.t009 5T4 burden per mL. The total intensity of 5T4 staining in each sample (the sum of 5T4 intensity of each cell in a sample) was calculated to give a value for 5T4 burden/mL ( Table 6 ). The 5T4 burden/mL in the adenocarcinoma samples was 96±33 Fluorescence Units ( Table 9 ). The 5T4 burden/mL in the squamous cell carcinoma samples was 168±57 fluorescence units (Table 4d ). There was no significant difference between the mean 5T4 burden/mL in each subtype (p value = 0.255) ( Table 9) .
A cluster-weighted 5T4 burden was also calculated ( Table 6 ). The cluster-weighted 5T4 burden in the evaluable adenocarcinoma samples was 276+118, compared to 389±131 in the evaluable squamous cell carcinoma samples (Table 9 ). There was no significant difference between these values (p = 0.255).
There are non-significant reductions in 5T4 burden and cluster-weighted 5T4 burden between poorly differentiated and moderately or well differentiated tumors for both adenocarcinoma and squamous cell carcinoma (Table 10 ). There were also non-significant reductions in the 5T4 burden and cluster-weighted 5T4 burden in the adenocarcinoma samples (Table 11) as categorized by clinical stage. These parameters did not show a decrease in the squamous cell carcinoma samples (Table 11) .
Concordance between IHC H-score of tumor and various CTC parameters. Examination of the data set (Table 6 ) revealed that 33 of the 35 samples (94%) had 5T4 expression in the tumor. Of these 33 samples, 24 (72%) had 5T4 expression in their CTCs. Only 2 samples out of 35 (5.7%) had 5T4 expression in the CTCs with no expression seen in the tumor.
The data were analyzed for correlations (Spearman) between the H-score in the tumor samples and various CTC parameters with regard to the degree of 5T4 expression or the number of CTCs. There was no correlation between the matched blood samples and the tumor when the samples were ranked and correlation calculated in this manner (Table 12) . Fig 8 shows the lack of correlation between the H score in the tumor and the CTC H score (Fig 8a) and the 5T4 burden/mL (Fig 8b) 
Discussion
Bioinformatics analysis from 1037 samples indicated that 5T4 overexpression is seen in adenocarcinoma and squamous cell carcinoma of lung as compared to non-neoplastic lung. There appeared to be statistically significantly higher expression in squamous cell carcinoma as compared to adenocarcinoma from this in silico analysis, although the degree of difference was only 1,6 fold. We have developed an IHC assay that measures 5T4 expression, and this assay The expression of 5T4 is profiled in both primary tumor and in CTCs was used to profile 5T4 expression in 35 NSCLC samples, representing adenocarcinoma and squamous cell carcinoma subtypes. The accuracy of an IHC assay is the degree to which the measurement of the visual signal approximates the actual value of what is being measured. The accuracy of the 5T4 IHC assay was established in three parts, using qRT-PCR and western blot as gold standards to first characterize cell lines for 5T4 expression, followed by xenografts, and finally, human tissue samples.
The degree of correlation between qRT-PCR of 5T4 mRNA, quantitative scans of 5T4 western blots, and H-scores of 5T4 IHC was established via Spearman's rank correlation, which measures the similarity in rank orders of quantitative measurement distributions. Spearman's rank correlation coefficient (rho) ranges from -1 to +1. Control cell lines expressing a range of 5T4 were identified and characterized by qRT-PCR, western blot, and ICC. The cells maintained their ranking, with regard to 5T4 expression, regardless of the methodology used to rank them.
The ICC and qRT-PCR data generated a rho value of 1.0, the ICC and western blot data generated a rho value of 0.8. These cell lines, when grown as xenografts and stained with an IHC assay, maintained their ranking as relatively negative, low, moderate and high. Xenografts grown from these cell lines were subjected to ischemia and variable times of fixation prior to analysis. Both the mRNA and the protein levels of 5T4, as measured by qRT-PCR and western blot, had only minor fluctuations when exposed to ischemia. Neither ischemia nor variable fixation time impacted the ability of the IHC assay to detect 5T4 in characterized xenografts tissues.
Pulverized tissue extracts and lysates derived from snap frozen human tumors, comprising both stroma and malignant epithelium were evaluated for 5T4 expression using qRT-PCR and western blot. For H-scores, only malignant epithelial 5T4 membrane staining was quantified in formalin-fixed, paraffin embedded fragments of tumors removed from the pestle before pulverization was complete.
Both qRT-PCR and western blots generated digital quantitative values comprising ratios of the 5T4 target to housekeeping genes and/or loading control. IHC analysis generated analog semi-quantitative H-score values comprising intensity and percentage of membrane staining. The expression of 5T4 is profiled in both primary tumor and in CTCs Fig 8. Concordance between IHC H-score and various CTC parameters. A-The H score (X-axis) derived for each NSCLC sample, as determined using the 5T4 IHC assay described herein and assessed by a pathologist, was compared to the CTC-H score (Y-axis) as determined by the assay developed to measure 5T4 expression in the CTC compartment. Note the lack of correlation between the degree of expression of 5T4 between the solid tumor and the CTC compartment. B-The H score (X-axis) derived for each NSCLC sample, as determined using the 5T4 IHC assay described herein and assessed by a pathologist, was compared to the 5T4 burden/ml in (Y-axis) as determined by the assay developed to measure 5T4 expression in the CTC compartment. Note the lack of correlation between the degree of expression of 5T4 between the solid tumor and the CTC compartment.
https://doi.org/10.1371/journal.pone.0179561.g008
The expression of 5T4 is profiled in both primary tumor and in CTCs
Although perfect Spearman correlations were not expected, they were anticipated to be greater than zero. H-scores were derived from only the malignant epithelium without regard to the relative proportions of sample epithelium and stroma. Lung tumor analysis included all samples including subdivisions into squamous cell carcinoma and adenocarcinoma cohorts. Correlation of H-score to western blot data for all lung tumors resulted in a rho values of 0.11, which was lower than anticipated. However, correlation of H-scores to TLDA data resulted in rho values of 0.61. When the analysis was restricted to the squamous cell carcinoma samples, the rho values rose, with a value of 0.66 for IHC to western blot correlation, and 0.62 for IHC to TLDA correlation. Similarly, in the adenocarcinoma sample set, the rho value for IHC to TLDA correlation was 0.69. However, the rho value for IHC to western blot correlation was negative in the adenocarcinoma sample set, suggesting an unknown challenge with analyzing lung adenocarcinoma samples using the current western blot.
In squamous cell carcinoma of lung, these positive rho values were interpreted favorably and served to benchmark the IHC assay accuracy. The negative rho value in lung adenocarcinoma IHC to western blot could not be attributed to a poor quality sample set.
Because lung adenocarcinoma IHC to TLDA correlation was consistent with those seen in lung squamous cell carcinoma, and because there was no visual problem with IHC signal interpretation, we attributed the negative IHC to western blot correlations to a technical problem within the western blot assay itself. We considered the 5T4 IHC assay to be provisionally accurate in lung adenocarcinoma pending additional studies.
A matched set of whole blood, drawn prior to surgery, and prospectively collected NSCLC samples was obtained. The blood was processed as described (see Materials and Methods) for CTC analysis, and the prospectively collected tumor samples were fixed to generate FFPE blocks.
This second set of FFPE NSCLC samples was stained and analyzed using the IHC assay as described. The IHC analysis demonstrated the presence of 5T4 membrane expression in this small cohort of NSCLC tumors and indicated no statistical difference between 5T4 expression in adenocarcinoma and squamous cell carcinoma samples, in disagreement with the in silico analysis, which indicated that squamous cell carcinoma samples had a 1.6 fold higher mean expression of 5T4 than adenocarcinoma samples. However, the sample set used for the bioinformatics analysis was much larger than the sample set used for the IHC analysis, which may explain the apparent discrepancy regarding higher expression in squamous cell carcinoma. Furthermore, the average expression of 5T4 in adenocarcinoma and squamous cell carcinoma samples, as measured by IHC, is not significantly altered as a function of clinical stage or grade. Previous assessment of 5T4 expression [2] reported no differences in 5T4 expression between adenocarcinoma and squamous carcinoma [2] and no reported differences in 5T4 expression as a function of tumor stage [2] . Our data presented here are in broad agreement with those previously published data.
We did not see a difference in 5T4 staining between poorly and well differentiated tumors. In the previous study [2] membrane staining of 5T4 was found to be significantly higher in poorly and moderately differentiated tumors versus well-differentiated tumors, with well-differentiated tumors having an average H-score of 31, and poorly differentiated tumors having an average H-score of 64. However those data [2] were generated using a different IHC assay for 5T4, using a different antibody to 5T4, and a much larger sample set, using samples arranged in TMAs, which may account for this differing observation.
An assay has also been developed that enumerates 5T4 expressing CTCs and measures the degree of expression of 5T4 on these CTCs. For the purposes of this study, CTCs are defined as being CD45-/CK+ and having an intact nucleus as defined by DAPI staining. Cytokeratin is an epithelial marker, and it is possible that there is a subset of CTCs that will express reduced levels of cytokeratin, or possibly even mesenchymal specific markers such as vimentin. We have not reported on that population of cells in this current study, and have chosen to focus on CTCs defined as CD45-/CK+/DAPI+. This assay has been used to characterize CTCs in the blood of NSCLC patients who are therapy naïve. Over 90% of these NSCLC samples had detectable CTCs, and in those samples that contained CTCs, on average 50% of those CTCs expressed 5T4. Previous studies using this platform to assess CTCs in blood samples obtained from therapy-naïve NSCLC patients demonstrated that 73% of samples were positive for CTCs (defined as >1 CTC/mL), with a mean of 44.7 CTCs/mL [11] . Those observations are in broad agreement with the data presented here, where we find that the mean number of CTCs in adenocarcinoma samples is 30±98, and in squamous cell carcinoma samples is 55±25.
It has been noted elsewhere that there is no difference between the CTC counts in adenocarcinoma as compared to squamous cell carcinoma [12] . Given that adenocarcinoma and squamous cell carcinoma of the lung both present similar initial patterns of location and metastasize to similar sites, it is unsurprising that there should be no statistical difference in the number of CTCs found in both pathologies. Our data are also in agreement with the observation that there is no significant difference in CTC numbers as a function of tumor stage between patients. We extend those observations to tumor grade. However, in longitudinal studies it has been noted that there is a propensity for increased CTC detection in individuals as disease progresses [13] . We have not conducted a longitudinal study in this report.
Using characterized control cell lines we were able to establish thresholds that defined low, moderate and high expression of 5T4, approximately 50% of detectable CTCs expressed 5T4 to some degree. We were able to assess various metrics including a CTC H-score, and a 5T4 burden. Using these algorithms we show that there are no significant differences between 5T4 expression in squamous and adenocarcinoma samples. Further analysis demonstrated that there were no significant differences in 5T4 expression in the CTCs between various stages and grades of tumor within these indications. It should be noted that expression of 5T4 is strong in all types of NSCLC and in all grades and stages of disease.
We found that 69% of our sample set exhibited 5T4 expression in the tumor and in the CTCs. There were also patients who exhibited 5T4 expression in one compartment but not the other. However, Spearman correlation analysis showed no significant correlation between the degree of expression in the tumor, as measured by H-score, and degree of expression in the CTCs in the matched blood samples. This was true of the entire sample set and the subsets comprised of either the adenocarcinoma or the squamous samples.
There have been several studies investigating the concordance between the phenotype and genotype of tumors as compared to CTCs characterized from the same patient. Some of these studies investigated the concordance between tumor obtained at an earlier time point and CTCs obtained at a later time point. In some of these cases the known phenotypic and genotypic instability of cancer cells [14] may have contributed to the lack of concordance, and in other cases external factors such as therapy may have contributed to the lack of concordance [15] .
It is also appreciated that stromal interaction with epithelia cells can modulate the behaviors of carcinomas [16] . The growth and differentiation of an epithelial carcinoma can be influenced by the extracellular matrix, the vasculature, inflammatory cells and the fibroblasts. The importance of these interactions is well established in embryonic development as well as tumorigenesis, and it may be that 5T4 expression is modulated in such a way. This stromal influence may also play a role in the lack of concordance seen between epithelial cells in the tumor and the circulating tumor cell compartment as once an epithelial cell has undergone the epithelial-mesenchymal transition and intravasates, it may escape the direct influence of the stroma, resulting in altered gene expression.
One of the primary goals in assessing target expression in tumors is to select patients who will respond to targeted therapy. The exemplar of such a relationship between quantitative expression of a target in a tumor and response to therapy is Her2 [17] . By using an IHC assay, it has been possible to identify patients who strongly express Her2. Such patients have a better response to anti-Her2 therapy. Further studies confirmed that the greatest clinical benefit occurs in patients who strongly express Her2 [18] . Her2 IHC and FISH are the most widelyused clinically-validated predictive biomarkers for prescribing therapies targeting Her2 [18] . However, even in cases of Her2 overexpression as measured in the tumor, the benefit of antiHer2 therapy could still be improved upon [18] .
Her2 remains the most frequently studied biomarker that has been assessed in both the tumor and in the CTC compartment [19] . It is observed that there is discordance observed between Her2 expression in the tumor and in CTCs [19, 20] .
It should be noted that in a recent study, patients with Her2 positivity in the tumor and in the CTC compartment demonstrated an improvement in PFS as compared to patients with Her2-positive tumors but no Her2 detected in the CTC compartment, indicating that information obtained from CTC analysis can help predict response [21] .
There is a clinical trial currently underway (DETECT III, NCT01619111) to evaluate whether patients with Her2 positivity in the CTC compartment but undetectable Her2 in the tumor compartment may benefit from anti-Her2 therapy. It will of interest to compare the response rates in the clinical trial with the degree of 5T4 expression in the tumor as well as the degree and extent of 5T4 expression levels in the CTCs, as a potential correlation may suggest that 5T4 positive CTCs may be key contributors to tumor metastases and malignancy.
In conclusion, we have developed assays to measure the degree of 5T4 in both tumor tissue and in CTCs. We demonstrated that 5T4 is measurable in both compartments in patients with NSCLC. We showed no statistical differences in the degree of 5T4 expression with regard to subtype, grade or stage of disease either in the tumor or in the CTC compartment. We also demonstrated that a majority of patients with measurable 5T4 in tumor also have detectable 5T4 in CTCs. These assays, suitably validated for clinical use, will allow us to assess the value of 5T4 expression (in either tumor or CTCs) and determine if there is a threshold value that can serve as a predictive biomarker with regard to response to treatment options that target 5T4.
Materials and methods

Bioinformatics analysis of 5T4 expression in human tumors and cell lines
To assess the 5T4 mRNA expression level in subtype of NSCLC (squamous cell carcinoma and adenocarcinoma), Level 3 RNASeq expression data (TPM, transcript per million) were accessed from TCGA data portal (The Cancer Genome Atlas, https://tcga-data.nci.nih.gov/ docs/publications/tcga/) (tumors and normal). Differential expression of 5T4 expression level in Lung adenocarcinoma (n = 526) and Lung squamous cell carcinoma tumor types (n = 501) were compared to their matched normal samples (n = 58 and 51 respectively). The messenger ribonucleic acid (mRNA) expression level of 5T4 in cell lines from the CCLE (reference) was ranked based on the log2 signal values on the Affymetrix Human Genome U133 Plus 2.0 chip from the Cancer Cell Line Encyclopedia (CCLE) database. Cell line 5T4 mRNA expression levels were ranked lowest to highest, the cohort was divided into quartiles, and representative cell lines from each quartile were selected as relatively negative, low, moderate, and high control cell lines for diagnostic assay development, based in part on their ability to grow as xenografts. Xenograft tumors were collected in triplicate and each one bisected along the midline, placed into individual tissue embedding cassettes and subjected to either 0 hours ischemia or 6 hours ischemia (by submersion in room temperature saline). Samples were then fixed for either 8 hours or 24 hours, resulting in tissues that had been subjected to 4 conditions; 0 hours ischemia/8 hours fixation, 0 hours ischemia/24 hours fixation, 6 hours ischemia/8 hours fixation, and 6 hours ischemia/24 hours fixation. Samples to be analyzed by in situ hybridization (ISH) or IHC were subjected to these conditions in order to mimic ischemia and fixation times routinely encountered in post-operative collections. Samples were processed according to the protocol outlined in Table 2 . Post-ischemia/pre-fixation samples collected for downstream analysis including qRT-PCR and western blot were collected in triplicate and bisected into equal halves along the midline and treated to either 0 hours or 6 hours of ischemia before being snap frozen and processed as outlined above.
Representative cell lines
Snap frozen tumor (500mg) was kept on dry ice until processed. Tumor tissue was placed in the liquid nitrogen filled base of a chilled Cell Crusher. Once the liquid nitrogen had nearly evaporated, the top of the chilled Cell Crusher was placed on top of the frozen tissue and the apparatus struck with a hammer until the tissue was pulverized. Pulverized tissue was utilized for protein lysate or ribonucleic acid (RNA) processing.
Measurement of gene expression by qRT-PCR
Representative cell lines were grown (in recommended growth media) to 70-80% confluence. Cells were lysed with 2mL of RLT buffer (Qiagen, Catalog No. 79216). RNA isolation was performed using the Qiagen RNeasy Plus Mini Kit (Catalog No. 74134) according to manufacturer's instructions. RNA was isolated from powdered xenograft PAV material using Qiagen RNeasy Plus Mini Kit (Catalog No. 74134), according to manufacturer's instructions. RNA quantitation for representative cell lines and xenograft tumors was performed using the Thermo Scientific Nanodrop-8000 (Thermo-Fisher Scientific, Waltham, MA), according to standard protocol. The remaining sample was stored at -80˚C until needed. Isolated RNA samples were reverse transcribed to complementary deoxyribonucleic acid (cDNA) using the Life Technologies, High Capacity RNA-to-cDNA Kit (Life Technologies, Catalog No. 4387406) following the standard protocol outlined in the manufacturer's directions. The cDNA plates were stored at -20˚C until qRT-PCR analysis. The qRT-PCR reaction was performed using the TaqMan Probe-Based Gene Expression Analysis and ABI ViiA7 Real-Time PCR (RT-PCR) Systems (Life Technologies, Carlsbad CA). Samples and were run in triplicate for each probe set. The qRT-PCR master mix was prepared for each sample according to manufacturer's instructions (Life Technologies, Catalog No. 4352042). The plate was sealed and centrifuged briefly. Care was taken to ensure that the plate was at room temperature for 10 minutes prior to the run. Default thermal cycling conditions were as follows: The qRT-PCR reaction was run on an ABI ViiA7 thermal cycler in three stages; 2 minutes at 50˚C, 10 minutes at 90˚C and 40 cycles of 15 seconds at 90˚C followed by 1 minute at 60˚C. Quantitation was assessed using the comparative cycle threshold (Ct) method, (2^- and allowed to fix for 24 hours with gentle agitation on a bench-top rocker. Tissues were then processed on a Tissue-Tek VIP tissue processor (Sakura Finetek USA). This sample set was used to analytically validate the IHC assay.
A second set of NSCLC tissue and matched blood samples was obtained prospectively (ConversantBio, Huntsville, AL), from therapy naïve patients at initial diagnosis and processed to generate FFPE blocks at the site and time of collection. All sample collection was appropriately consented. A matched blood sample was obtained from each patient immediately prior to biopsy. Each sample was accompanied by a pathology report giving details of indication, stage and grade. This sample set was used to determine the correlation of the IHC assay to the CTC assay with regard to presence of and degree of 5T4 expression.
IHC assay
Tissue sections (4μm) were obtained from each block. Paraffin was removed and samples were re-hydrated using standard xylene/ethanol immersion. Antigen retrieval was achieved using Leica ER2 solution (Leica BioSystems, Buffalo Grove, IL) at 97˚C for ten minutes. Slides were then blocked using the Leica Bond refine detection kit (cat # DS9800) followed by Cyto Q background buster (Innovex Biosciences, Richmond, CA) on a Leica Bond III (Leica Microsystems, Buffalo grove, IL). Slides were then incubated for 20 minutes in a rabbit monoclonal antibody(36ng/mL) raised against a peptide region within 5T4 (AbCam. Burlingame, CA cat # ab134162). Antibody was detected and slides were counterstained using the Leica Bond refine detection kit (DS9800). Stained sections were assessed and scored by an anatomic pathologist to generate H-scores.
CTC assay protocol
Blood was collected into Cell Free DNA BCT tubes (Streck) by standard venipuncture and shipped at ambient temperature to Epic Sciences (San Diego, CA). Red blood cells were lysed within 48 hours of each blood draw, and remaining nucleated cells were deposited onto proprietary glass slides at a target density of 3×106 cells/slide. Slides were then frozen at -80˚C for long term preservation. CTC slides stored using this approach are stable for over 1 year (unpublished data).
CTC analysis was performed in batch. Two slides from each patient sample were thawed and stained with an immunofluorescent assay to distinguish CTCs from WBCs. Samples were additionally treated with anti-5T4 antibody (R&D Systems cat no. AF4975) to characterize CTC candidates by 5T4 expression. Epic's proprietary CTC detection systems were utilized to scan stained slides in 4 fluorescent channels and analyze the resulting imagery to identify CTC candidates. All candidates were then reviewed by trained technicians, and CK+/CD45-cells with intact DAPI+ nuclei exhibiting tumor-associated morphologies were classified as CTCs. Quantitative measurements of 5T4 expression were obtained by Epic's automated image analysis system and provided for each CTC identified.
Control materials and establishment of NLMH thresholds for the CTC assay
Human lung cancer cell lines were screened for 5T4 expression by IHC staining and 4 cell lines were identified with various expression levels: H460 (negative-low), H2122 (low), H1975 (medium), H226 (high). All cell lines were cultured at 37˚C in 5% CO2 using RPMI 1640 media (Gibco cat no. A10491) supplemented with 10% fetal bovine serum (Gibco cat no. 10082-147) and 5% penicillin/streptomycin (Gibco cat no. 15070-063). Live cultured cells were then spiked into healthy donor blood samples at a density of 1 tumor cell per 10,000
WBCs. The spiked samples were prepared and analyzed at Epic Sciences using the aforementioned methods. Enough spiked slides were created to provide controls for each batch of patient slides stained in this study. Individual cells' 5T4 expression was plotted, and suspected 5T4 expression trends were confirmed. NLMH thresholds specific to Epic's platform were created to separate cell line populations into expression groups that were consistent with the previous IHC analysis. These thresholds were as follows: negative = 0.00-2.99, low = 3.00-7.99, medium = 8.00-19.99, high ! 20.00. Using these thresholds, H-scores could be calculated for spiked cell populations on the Epic platform. Within a range of 0 (negative) to 300 (highly positive), the control cell lines produced the following H-scores: H460 = 58, H2122 = 102, H1975 = 201, H226 = 256.
Statistical methods
All statistical analysis was performed using either SpotFire 3.3.3 (build 3.3.3.14) (TIBOC, Boston, MA) or GraphPad Prism version 6.03 for Windows (GraphPad Software, San Diego, CA).
